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Introduction
Although universal access to antiretroviral therapy in Latin America has been accomplished in most countries of the region, a large proportion of HIV-infected individuals still present late for care and therefore initiate HAART with low CD4 counts and/or with an AIDS-defining event (ADE) [1] . This population is more likely to progress to advanced stages of clinical AIDS, have poor immunologic response, and die [2] [3] [4] [5] . The optimal timing of initiation of HAART in patients presenting with an ADE was debated in the early HAART era because of concerns of increased adverse outcomes such as overlapping toxicities of both treatments and risk of immune reconstitution inflammatory syndrome (IRIS) [6] . In 2009, the AIDS Clinical Trials Group (ACTG protocol 5164) reported that starting antiretroviral therapy within the first 30 days after a diagnosis of non-tuberculosis opportunistic infections (OI) was associated with a lower rate of AIDS progression and death, compared to delaying initiation of HAART, without an increase in adverse outcomes [7] . Other observational studies performed after ACTG 5164 support the early initiation of HAART after an ADE [8] . Moreover, recent clinical trials demonstrated a survival benefit in patients with HIV and tuberculosis with CD4 counts <50 cells/mm 3 who initiate HAART early [9] [10] [11] [12] . Furthermore, in a mathematical model of HIV disease to project the short-and long-term survival and costs of treating HIV-infected patients who present to care with acute OIs in the United States, early HAART initiation was suggested to be cost-effective [13] . Therefore most international guidelines currently recommend HAART initiation as early as possible after an ADE [14] . However, there is a lack of information of how in "real life" settings these recommendations are followed. In order to evaluate the implementation of this practice in individuals presenting with OIs, we aimed to evaluate the temporal trends of the time from a first diagnosis of OI to the time of starting HAART in HIV-positive treatment-naïve adults from the Caribbean, Central, and South America Network for HIV Epidemiology (CCASAnet) cohort.
Methods Cohort
The Caribbean, Central, and South America Network (http://ccasanet.vanderbilt.edu/) has been described elsewhere [15] . CCASAnet is a consortium of HIV clinics from 7 countries (Argentina, Brazil, Chile, Haiti, Honduras, Mexico and Peru) and is a member cohort of the 
Study population
HIV-infected individuals were included if they were at least 18 years of age at enrolment from January 2001 to January 2012, and had an AIDS-defining opportunistic infection according to either WHO or CDC case definitions [16] [17] before HAART initiation and no more than 30 days before entrance to care. Patients were divided into two groups based on previous studies evaluating the timing of HAART introduction [9] [10] [11] : those who initiated HAART within 4 weeks after the OI diagnosis (early HAART, EH) and those who initiated later than 4 weeks (delayed HAART, DH). All AIDS-related opportunistic infections were included. In patients with more than one opportunistic infection, the date of the first reported event was used.
Statistical analysis
The probability of starting HAART over time for OIs occurring before and after January 1, 2009 was estimated using Kaplan-Meier curves. Additional analyses considered OIs due to tuberculosis (TB) or cryptococcal meningitis (CM). Factors associated with early HAART initiation (starting within 4 weeks after the diagnosis of OI) were estimated by logistic regression. Trends in the median time since the OI to HAART initiation according to year of OI were estimated with median regression controlling for gender, age, route of HIV transmission, site, CD4 count at enrolment, calendar year of OI, and whether the OI was tuberculosis or not. Continuous variables such as age, CD4 count at enrolment and calendar year were included in the regression models using restricted cubic splines. Statistical analyses were performed using R version 2.11.1 and analysis scripts are available at http://biostat.mc.vanderbilt.edu/ArchivedAnalyses.
Ethics statement
Institutional ethics review boards from all sites and the CCASAnet Data Coordinating Center at Vanderbilt University, Nashville, TN, U.S.A. approved the project, waiving the requirement for individual patient informed consent.
Results

Study population
From a total of 12248 eligible patients, 1457 had an OI after enrolment but prior to HAART initiation, all of whom were included in analyses (Fig 1) . FH-Argentina contributed 213 patients, FC-Brazil 686, FA-Chile 283, IHSS/HE-Honduras 119, and INCMNSZ-Mexico 156. Baseline characteristics of the study population are shown in Table 1 . The median age at OI in the combined group was 36 years (interquartile range: 30-43); 77% were male and heterosexual transmission was the probable route of transmission for 45% of patients, although with varying proportions across sites. The median CD4 count at enrolment was 68 cells/mm 3 with a high proportion missing CD4 count at enrolment, ranging from 26% to 62%. The different OIs and their frequencies by site are listed in Table 2 . Tuberculosis was the most frequent OI, representing 32% of all OI cases (n = 453) followed by P. jiroveci pneumonia (n = 350), esophageal candidiasis (n = 237), and toxoplasmosis (n = 133). There were 51 cases of cryptococcal meningitis.
Timing of HAART initiation after an OI and temporal trends
The median time to HAART initiation after an OI was 5.1 weeks, and varied significantly between sites (from 2.6 weeks in IHSS/HE-Honduras to 7.4 weeks in FH-Argentina). Overall, 40% of patients started HAART within 4 weeks of their OI diagnosis; the percentage of individuals in the early HAART group also varied substantially between sites (from 28% in FH-Argentina to 68% in IHSS/HE-Honduras). The median time since the occurrence of an OI to HAART initiation was 5.7 weeks before 2009, and decreased to 4.3 weeks after that year (p<0.01). The probability of starting HAART over time after diagnosis with any OI, and after a diagnosis with TB or cryptococcal meningitis, is shown in Fig 2. In all cases, except for cryptococcal meningitis, the time to starting HAART was statistically shorter after 2009. 
Factors associated with early HAART initiation
Factors associated with starting HAART within the first 4 weeks after OI diagnosis are shown in Table 3 . In addition to more recent calendar year, a lower CD4 count at enrolment was associated with being more likely to start HAART early. Patients from the site in Honduras as compared to Brazil also had an increased probability of being early HAART initiators (pvalue<0.001). After controlling for other factors, patients diagnosed with TB were less likely to start HAART within 4 weeks than patients diagnosed with other OIs. Factors associated with early HAART initiation were similar when the time from OI to HAART initiation was kept as a continuous variable and analyzed with median regression (data not shown).
Discussion
The main purpose of this work was to describe the changes that have occurred over time in Latin America regarding the timing of HAART initiation after diagnosis of an opportunistic infection. We found that the time between OI diagnosis and starting HAART has decreased significantly in recent years, but that there is substantial heterogeneity between sites. After the year 2009 most international guidelines recommended HAART initiation as early as possible after an OI diagnosis [14] . In concordance with this recommendation we found a statistically Because of potentially different clinical implications compared to other OIs, tuberculosis cases were analyzed separately but also included in the overall analysis. Patients diagnosed with tuberculosis, as opposed to other OIs, were more likely to delay HAART initiation. The evidence regarding the optimal time for starting HAART after a tuberculosis event has been clearly documented in several important clinical trials [9] [10] [11] . In each of these, the lower the CD4 count at TB diagnosis, the higher the benefit of starting HAART earlier. Even though TB-IRIS occurs more frequently with lower CD4 count when starting HAART, mortality is higher if treatment is deferred [9] [10] [11] .
In a recent observational study conducted in Uganda in patients with HIV and tuberculosis co-infection and CD4 counts less than 50 cells/mm 3 , the proportion starting HAART within 14 and 30 days of diagnosis of tuberculosis increased from 7% to 14% and from 14% to 86%, respectively, over the period of observation [18] . The ICONA cohort in high-income countries from Europe recently found a significant increase in early HAART initiation after a documented OI in three different periods of time between 1996 and 2013 [19] . Factors associated with early initiation of HAART in this context were recent calendar year, lower CD4 count, and a recent HIV diagnosis, which is consistent with our results. In contrast to the evidence existing for outcomes according to time to HAART initiation after occurrence of tuberculosis, the evidence through clinical trials for other OIs is scarce. The multisite ATCG 5164 study published by Zolopa and colleagues in 2009 demonstrated a statistically favorable composite outcome (proportion of individuals alive, free of AIDS and with undetectable viral load) at 48 weeks after enrolment in patients presenting with an OI (including cryptococcal meningitis, but excluding TB) in whom HAART was initiated in the first 2 weeks in comparison to those who initiated between 6 to 12 weeks, especially in more immunosuppressed patients with CD4 counts less than 50 cells/mm 3 [7] . A more recent prospective study performed only in Spain (PISCIS cohort) evaluated the impact of timing of HAART on disease progression and death among HIV-infected patients with an AIDS-defining event [8] .
The results showed that deferring HAART was significantly associated with faster progression to a new AIDS-defining event or death overall [8] .
The recently published START study results support the initiation of HAART regardless of CD4 count [20] , and demonstrated the significant benefits for initiating at CD4 counts >500 cells/mm 3 versus deferring until CD4 counts fall below 350 cells/mm 3 (which was the previous recommendation according to WHO guidelines published in 2010) [12, 14] . In the context of an OI, international guidelines have recommended initiation of HAART as early as possible since 2009, except in certain circumstances such as cryptococcal meningitis [6, 21] , yet evaluation of the translation of this recommendation to routine care of patients is limited. In our study, trends over time for reducing the time from OI diagnosis to HAART initiation were clearly significant when all OIs were included. However, we found no distinct trend in earlier HAART initiation after diagnosis of cryptococcal meningitis, perhaps in part due to evolving knowledge about the optimal timing of HAART in this circumstance; the number of cryptococcal meningitis cases included in our study was low (n = 51) which may have limited our power to detect temporal trends. The heterogeneity of the timeline to HAART initiation after an OI between sites included in our cohort may reflect different patterns of adopting "state of the art" practice in each country. The diverse nature of specific OIs across sites may have driven physicians to differentially defer HAART (for example, the Brazilian site contributed half of the TB events in the study) due perhaps to differing concerns for IRIS. In the context of TB/HIV co-infection, IRIS has been analyzed in several studies. The findings suggest that the benefits of starting HAART in patients with very advanced disease might supersede the risks of mortality attributed to IRIS itself [11, 22] . In that sense, prevalence of IRIS may vary between our sites and contribute to the heterogeneity of the results. Moreover, limited availability of diagnostic tests and infrastructure at some sites may delay OI diagnosis and therefore timing of HAART initiation. Finally, barriers to the access of HAART in such situations may differ between HAART programs in each region. Therefore, evaluations to describe the adoption of these recommendations in a "real life" context are crucial to identify potential areas for improvement.
We recognize strengths and limitations for our study. To our knowledge this is the first study in Latin America to describe the temporal trends of the time from a first diagnosis of OI to the time of starting HAART in HIV-infected treatment-naïve adults. However, even though patients from several Latin American countries were included, the generalizability and external validity of our results in the region are limited. Our cohort does not collect data on IRIS, which could have further added to the analysis. Opportunistic infections were not uniformly collected across sites and there may have been some missed or incorrect diagnoses. Finally, analysis of the impact of the timing of HAART initiation on mortality was not performed and warrants further evaluation.
Conclusion
In this "real life" evaluation conducted in several sites in Latin America, the time from diagnosis of an OI to HAART initiation has decreased, coinciding with the publication of evidence of the benefits of early HAART initiation. In multivariable analyses there was a clear association of shorter time to HAART initiation in recent years of presentation. Other factors associated with early HAART initiation after an OI diagnosis were non-tuberculosis diagnosis and low CD4 counts at baseline. We found important heterogeneity between sites, which may reflect differences in clinical practices and resources, local guidelines, and access to HAART. The impact of the timing of HAART initiation after OI on patient survival in this "real life" context needs further evaluation.
